Isolation of Non-Cytopathic (NCP) VSV 



Mutants 

Infect cells with rVSV-M33,51A-GFP 



2004 |) ce5 s3 



After 24 hrs wash monolayer to remove cells exhibiting CPE 
(rounded and floating) 

^ Maintain culture in incubator 
Select for non-cytopathic variants by screening for adherent GFP (+) ceils 

H arvest supernatant & 

C ^Z I Z ^) Infect fresh cells 
LbHK-21 cell sJ 

Identify cultures that are GFP (+)> 
but that lack CPE 
Collect supernatant and titer 

Obtain plaque isolates, generate stocks and characterize virus 
growth properties, and cell rounding phenotypes 
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Rounding Phenotypes of M Protein 
Mutants of VSV 




Isolation and Sequencing of NCP-M 
Protein Mutant cDNAs 

Purify NCP virus from culture supematants of 
plaque purified NCP isolates 

l 

Isolate genomic RNA and perform RT-PCR using M gene specific primers 

1 

Subclone cDNAs into plasmid pBS-SK+ 

1 

Sequence individual clones and identify mutations present m M NCP cDNAs 

l 

NCP mutations include the original M-A changes and two 
additional C-terminal mutations (Designated Mncpu.i) 

Subclone M NCP i2.i into pVSV-FL(+)-2 
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rVSV/NCP-12.1 is Defective in Cell 
Rounding 

Phase Contrast Anti-VSV N protein MAb 
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Transient Expression of M NCP . 121 




Use of M NCP . 121 to Recover AM-VSV 
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Mgene CTSS-polylinker-Mgene SPAS 
vTF7-3 
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Plasmid DNAs 
pVSV AM + N, P, L & M NCP . 12 



L3HK-21 cells . 



Harvest supernatant and filter 
pM NCP -i2 1 Meet fresh cells 




Collect supernatant and examine for N(+) cells 



Recovery of rVSV-AM 
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421 FEHpHI Q DAAS QLPDDESIiPFGDTGLSKNPIEliVEGWFSSWK i 

~ A E452A(E-A> 

D G456D(G-D) 

A W457A(W1A) 

A F458A(F-A) 

A W461A(W2A) 

A A W457A,W461A(WW-AA) 

DA G456D,W457A(DA) 

AA A W457A,F458A,W461A(AAA) 

DA A G456D,W457A,W461A(DAA) 

Tift TAIL 

FEHPHIQDAASQLPDDESLFFGDTGLSKNPWSSFWGEVLEIK igaaF—ff Grevll 
FEHPH IQDAASQ1-PDDE SLFFGDTGLSKNPAS SFAGE VLE IK \2mmm Grevll-AA 

FEHPHIQDAASQLPDDESL PIELVEGWFSSWK l-W AF440-N449 

FEHPHIQDAASQLPDDESLFFGDTGLSK K I— w GA13 
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FEHPHIQDAASQLPDDESLFFGDTGLSKNPIELVEGWFSSWK^I^^GiODAF 

FEHPHIQDAASQLPDDESLFFGDTGLSKNPIE K||J|^GA9aODAF 

FEHPHIQDAASQLPDDESLFFGDTGLSKNPIELVEGWFSSWKSS"^^a G(+9)gBG 
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In Vivo 1 
Treatment J 
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Rat lgG2a FITC anti-CD45R/B220 FITC 



In Vivo 
Treatment 
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In Vivo 
Treatment 



PBS 
Listeria-inf. 
LMAg + PBS 
5.0 yg VIL-12F + PBS 
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Geometric Log 
Mean Protection 



3.70x108 o 

3.89x103 3.98 

1.60x107 0.37 
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1.45x106 1.41 

7.10X10* 2.72 
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Uncleared Listeria (CFU) 



( In Vivo ) 
Treatment 
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Listeria-inf. 

LMAg + PBS 
5.0 fig VIL-12F + PBS 
LMAg+0.5pg VIL-12F 
LMAg +5.0f/g VIL-12F 
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Mean Protection 
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Uncleared Listeria (CFU) 
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Treatment 
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Figure 34 
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Figure 35 




Figure 36 
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Figure 40 




Figure 41 




Figure 42 
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